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ABSTRACT Objective: To construct the lentiviral vector containing tumor suppressor gene WTX (Wilms tumor gene on

the X chromosome) and the colon cancer cell line stably transduced with this WTX-containing vector (Lovo/
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WTX-EGFP), so as to provide a useful tool for studying the role of WTX in colon cancer.

Methods: The lentiviral vector pLV.Ex3d.null-EF1A>WTX>IRES/EGFP was constructed by Gateway
technology, which was screened and identified by colony PCR. After that, it was co-transfected into the 293FT
cells with three helper plasmids that were PLV/helper-SL3, PLV/helper-SL4 and PLV /helper-SLS to package
lentivirus and then the viral titer was determined under fluorescence microscope. Finally, the human colon
cancer Lovo cells were transduced with the WTX-containing lentiviral vector to obtain the Lovo/WTX-EGFP
cell line with stable expression of WTX gene through several subcultures by repeated colony picking.

Results: The lentiviral vector pLV.Ex3d.null-EF1A>WTX>IRES/EGFP constructed by Gateway technology
was completely and correctly identified. The distinct green fluorescence was seen under fluorescence
microscope 48 h after virus packaging and the virus titer was 5x10” TU/mL. The vector was successfully
transduced into Lovo cells as evidenced by the significantly increased WTX expression level determined by
both qPCR and Western blot was obviously higher than cells without transducting. The Lovo/WTX-EGFP
colon cancer cell line with stable transduction of WTX containing vector was established by repeated colony
picking and subcultures.

Conclusion: Through Gateway technology, the WTX-containing lentiviral vector can be successfully
constructed and colon cancer Lovo/WTX-EGEFP cell line can be stably transduced by this WTX-containing

lentiviral vector. It may provide an experimental basis for studying the role of WTX in colon cancer.
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Figure 1  Structure of the recombinant lentiviral vector
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Figure 3 Microscopic observation after lentivirus package (x100)
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Figure 2  Screen results by colony PCR M: Molecular weight
marker; 1: Blank control; 2-11: No. 1 to 10 clones of
pLV.Ex3d.null-EF1A>WTX>IRES/EGFP
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Figure 4 Microscopic observation of Lovo cells after transduction (x100)
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Figure 5 'WTX mRNA expression level of each group
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Figure 6 WTX protein expression level of each group
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A: Western blot bands; B: Quantitative statistical histograms
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Figure 7 Microscopic observation of the stable Lovo/WTX-EGFP cells (x100)

3 i i

Rt £, — 22 {5 558 B 40 Wnt/
B -catenin {5 ‘5 18 UL i UE B 5 45 1 i 5 DD AH G .
Wnt/ B -catenin {Z 5 3@ 8% W 4 W APC, Axin,
B -catenin %76 2 A S IORI b s | HLIL S G
RO Wt I8 S S 408 AR R e . MR R AR
o Wnt 38 #0955 TS 2 LA B -catenin 1) 25 14 51

O W IT # EHEFNHEEIFH

http://www.zpwz.net

DReA A A . BUESE 90% LA 1 1 25 1 95 47
TE Wt 3 % 00 3005 M4k FILH) B -catenin £5 H
E 20 ML 0 S8 B, DT ] R G T 9 R R 1A 1
SEEOE, BRI

2007 4F {Science ) Wbl T — M E N T
X G iR m 5L WTX . i FHE M RRK, 1
T X gk b, OREE MR R AT R
AL, AR — R R R B BT ] il

o E AR 4o L 2013, 22(2):159-164.



164 B E A RS

B22%

LT DT T SR kAR, S A R 2 R AN
I, HMZ8)7 2 k0, ks, WIX &EH
fit 5 B -catenin, AXIN1, B-TrCP2, APC % JE
o« B -catenin e a5y , S B -catenin
B, AT B ) 8 T Wnt/ B -catenin W, Yy
WTX 2 U20S ‘& [R5 240 M 7 ) AT Bl 4000 ] 40 i 42
AR, R WTX A ML e e
A WTX 19 & B 2 A 0 26 30838 2 — A B 4h
o

H A% WTX 9 BF 52 32 2248 v 76 B B 40 M
B BRI 52 AR 7 D, AR R Wilms SR
139, HfEA M. FafE. 8. 4580
9 BB ALE R BN RAE A g h s AR R R D
T AR A R AT R B, WX FE 25 T o
HEUP [ mRNA K K S48 98 55 41 2 Fnc
FEALZ; BRI L WTX A B8 76 45 1 19 &k
Ak RPRESEEERY, WHEAE WTX
AR, R E RS WTX 045 7 98 40 i bk 2 ot
— A WF 5 WTX JE 5 ) e S 7E 25 1 96 vh 2 3k 1%
AL ] 9 LAt

18 %5 75 ZL K (lentiviral vector ) 12 DL 12 %
B HE[RL2H O B, 2 BR3P OR AR 2 LA e Y
H 0 JE D bR e b g i, B A T S A R S
PRI B RCR . AR A AT T 4 S
LA . A 40 %6 I B 22 42 O ml R e = 43 %4 10 44 i 55
P H AR e A R E Rk R 3 YR T
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